5T0471). cubated with R-LH 3, followed by species-specific second-
The triple ultrastructural immunocytochemical labeling technique described here is based on the use of three different antisera raised in two different (Larson, 1979; Geuze et al., 1981; Roth, 1982a; Bendayan, 1982; Tapia et al., 1983; Beauvillain et a!., 1984; Docrr-Schott and Lichte, 1984, 1985) .
To our knowledge, more than two intracellular peptides have been simultaneously localized on histological preparations, at the light microscopic level, only in the hypophysis (Nakane, 1968; Martin-Comm and Robyn, 1976; Campbell and Bhatnagar, 1976; El Etreby and Fath El Bab, 1977; Sternberger and Joseph, 1979; Childs, 1983) , in neurosecretory cells (Vandesande and Dienickx, 1975; Sofroniew and Schrell, 1982; Reaves et al., 1983) , in the gut (Gu et al., 1981; Valnes and Brandtzaeg, 1982) , and in the pancrcas (Roth, 1982b The following labeled secondary antisera were used to localize on tissue sections the primary antisera binding sites: Side A of the tissue section is first floated (1) on a mixture of the two primary antibodies, AB1 raised in guinea pig (Gp) and AB2 raised in rabbit (A) (Gp AB1 + A AB2), and then (2) treated with a mixture of the two corresponding labeled secondary immunoglobulins (lgG)-goat anti-guinea pig lgG 20 and goat anti-rabbit lgG 5 (GAGp G20 + GAR G5).
(3) After washing, the section is picked up on a Formvar-coated nickel grid, side A down; then the upper side B is immunostained (4) with the third antibody raised in rabbit (A AB3) and revealed (5) with goat anti-rabbit lgG 10 (GAR Gb). AG1, AG2, AG3 = antigens 1, 2, and 3.
Immunocytochemistry.
Before multiple labeling, the maximal working dilution was defined for each primary antiserum. These dilutions were i:ioo,ooo for the ACTH and LTH antisera and 110,000 for the LH 3 antiserum.
The secondary antisera were used at a dilution of 1100.
The tissue sections were processed in microtest boxes on 20 p1 droplets of each reagent and each washing solution.
Each side of the section was treated successively with the immunoneactives as follows (Figure la and The specificity of antibody-binding was checked by adding an excess of each antigen to the corresponding diluted primary antiserum.
The multiple-labeling procedure described here has the advantage of being easy and rather more rapid than the currently proposed sequential methods (Geuze et al., 1981; Roth, 1982a) where the different antisera are applied successively to the thin sections.
In conclusion, the combined use of the simultaneous staining procedure proposed by Tapia et al. (1983) using immunosera raised in different animal species and labels of different sizes adsorbed to species-specific IgG, and the two-side method developed by Bendayan (1982) give satisfactory results and may have a wide application in several biological fields.
Results and Discussion
In this study we have demonstrated, with the electron microscope, As shown in Figure  2a 
